. qPCR analysis of cDNA templates from primerinitiated vs. primer-independent reverse transcription at increased reaction temperatures. Reverse transcription was carried out at 50°C, 55°C, and 60°C for thirteen potential colon cancer marker genes and two control genes. For each reaction temperature, multiplex reverse transcription with 15 gene-specific sequence-modifying primers was performed in parallel with reverse transcription reactions without any exogenous primers. All reactions were performed in eight replicates. Mean Ct value, mean ΔCt value and standard deviation of the eight replicates were calculated for each gene at each temperature. Mean ΔCt was defined as the difference in mean Ct values obtained from qPCR amplification of primer-initiated and primer-independent cDNA transcripts. Error bars represent standard deviation. (A) Efficiency of primer-initiated reverse transcription at different reaction temperatures displayed as mean Ct values from qPCR amplification of cDNA templates primed with sequence-modifying primers. Reverse transcription efficiency was similar at 50°C and 55°C. At 60°C, however, the reverse transcription efficiency decreased for eight out of 15 genes. (B) Differences in the efficiency of primer-initiated vs. primer-independent cDNA synthesis displayed as mean ΔCt values from qPCR amplification of cDNA templates primed with sequence-modifying primers and cDNA templates derived from reverse transcription reactions without primers. Increasing the reverse transcription reaction temperature from 50°C to 55°C attenuated the amplification of non-specifically primed cDNA transcripts for all 15 genes. Maximal attenuation of the amplification of non-specifically primed cDNA was achieved at 60°C for nine genes. For five genes, however, the mean ΔCt value decreased at 60°C. In all these cases there was a corresponding drop in the efficiency of the primer-initiated reverse transcription (A). Figure S2 . Schematic of the sequence-modifying RT primers for viral RNA. mRNA/cRNA (+) and vRNA (-) strands of the target gene are primed by separate sequence-modifying RT primers, giving rise to a 3°-5°C increase / decrease in the melting temperature of the subsequent PCR amplicons. The two amplicons can be simultaneously detected with an internal standard consisting of 10,000 molecules of unmodified PB2 plasmid DNA by post-amplification melting curve analysis.
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